SUPPLEMENTAL INFORMATION INVENTORY
Supplemental Information includes seven figures, figure legends, 4 tables, extended experimental procedures, and references. Figure S7 . Related to Figure 6 . Further experiments demonstrating a relationship between ER-PM contacts and ER homeostasis, includes analysis of protein export out of the ER in several mutants. Table S1 . Relates to Figure 1 . Full list of high confidence hits for Sac1 interactome. Table S2 . Relates to Figure 1 . Full list of high confidence hits for Scs2 interactome. Table S3 . Relates to Figure 1 , 4, and 5. Full phosphoinositide measurements for strains analyzed. Table S4 . Relates to Figure 5 . Table summarizing the phenotypes of Scs2 mutations tested in this study. (A) CPY processing in wild type and Δtether mutant cells. Cells were pulsed with 35 S methionine and cysteine for 10 min and chased for 0 and 30min. p2 (Golgi) and m (mature) forms are indicated. (B) UPR reporter assay using UPRE-LacZ (pJC104). Induction of the UPR was measured by β-galactosidase activity from indicated strains with no treatment. Error bars are StdDev (n=3). (C) Whole cell lysates of wild type and Δtether cells treated with or with out (UT) 1ug/ml tunicamycin for 90 minutes. Samples were probed for Kar2, a protein whose levels increase upon ER stress, and G6PDH as a loading control. Normalized intensity of Kar2 (normalized to G6PDH) ratio to untreated wild type is indicated. (D) Serial dilutions of the following strains harboring a CEN URA HAC1 plasmid were plated on 5FOA plates to select for loss of the HAC1 plasmid: Δtether, hac1Δ and three independent isolates Δtether/hac1Δ double mutants. (E) CPY processing in wild type, Δtether, ire1Δ, and Δtether/ire1Δ double mutants. . Cells were pulsed with 35 S methionine and cysteine for 10 min and chased for 0 and 30min. p2 (Golgi) and m (mature) forms are indicated. Yeast strains incubated at the indicated temperatures were labeled and processed as described in our Extended Experimental Procedures. The mean peak area (cpm) of each PI species is reported as a percentage of the total 3 H-labeled lipids. The values reported are the mean ( standard deviation) of at least two independent experiments. Kaiser et al., 2005; Loewen and Levine, 2005; Loewen et al., 2007; Kagiwada and Hashimoto, 2007; Nakamichi et al., 2011) .
Supplemental Experimental Procedures Yeast Strain Construction
Chromosmal taggings and knock outs were performed as previously described (Longtine et al., 1998) . To generate the ire1/Δtether double mutant, Δtether cells harboring a pRS416-IRE1 (pAM36) plasmid were transformed with a NATMX knock out PCR for IRE1 containing 500bp of 5' and 3' UTR. Transformants were screened by PCR and 3 positive candidates were struck on 5FOA 2x to select for loss of pAM36. A similar plasmid shuffle was performed for the hac1/Δtether double mutant.
Phosphoinositide analysis
To measuere cellular phosphoinositide levels, 5OD 600 equivalents of mid-log cell grown in minimal media were harvested, washed in inositol free media, incubated for 10min in inositol free media at 26°C unless indicated, and labeled with myo-[2-3 H] inositol for 1 hour. Cells were then precipitated in 4.5% perchloric acid and lysed by vortexing with glass beads. Lysates were than washed in 100mM EDTA, phospholipids were deacylated, and head groups were isolated by extraction. Samples were dryed and resuspened in H 2 O. 5million counts of each sample were were seperated by HPLC (Shimadzu) using a partisphere SAX column (GE healthcare) and measured by a 610TR radiomatic detector (PerkinElmer).
Subcellular Fractionation
Sucrose gradients were performed as described (Estrata et al., 2003) with modification. 75OD 600 equivalents of mid-log cells were harvested, washed in TE (10mM Tris-HCl pH 8, 1mM EDTA) and resuspened in STE10 buffer (10%[wt/wt] sucrose, 10mM EDTA, 10mM Tris-HCl pH7.5, Complete EDTA-free protease inhibitor cocktail [Roche] , .1mM AEBSF, 1μM pepstatin A). Beads were added to the meniscus and vortexed for 2 min. 1ml of additional STE 10 buffer was added and lysates were cleared by 500g spin for 5min. .5mls of lysate (25OD 600 equivalents) were loaded on top of a 10ml 20-60% linear sucrose gradient and spun at 100000g's for 18 hours in a SW41TI rotor (Beckman). Twelve .875ul fractions were collected form the top and TCA precipitated. The fractions were washed 2x in acetone, dryed, and resuspened in 6M urea sample buffer (150 mM Tris pH 6.8, 6 M Urea, 6% SDS, 10% β-mercaptoethanol, 20% Glycerol). All samples were heated at 42°C 20min and then analzyed by western blot.
β-galactosidase assay
Harvested cells were washed 1x in Z buffer (60mM Na 2 HPO 4 , 40mM NaH 2 PO 4 10mM KCl, 1mM MgSO 4 ) and OD 600 were measured. Samples were adjusted to 500ul in Z buffer, 50ul of .1% SDS was added, and samples were vortexed for 15 seconds. 50ul of chloroform was then added and samples were vortexed for 15 seconds. Reactions were started by the addion of 100ul of ONPG (4mg/ml). 500ul of 1M Na 2 CO 3 was added to quench the reaction and samples were spun for 13000gs for 2min. Abs 420 of the
